Material and Methods
The study was approved by the Animal Ethics Committee of the University of Ottawa and performed according to the recommendations of the Canadian Council for Animal Care.
Cell culture

Mouse vascular smooth muscle cells.
Mesenteric vascular smooth muscle cells (VSMCs) derived from C57BL/6J mice (8 to 10 weeks old) were isolated and characterized as described in detail previously. 1 Briefly, mesenteric beds were cleaned of adipose and connective tissue; VSMCs were dissociated by enzymatic digestion of vascular arcades for 30 minutes at 37°C. Cell suspension was centrifuged and resuspended in Dulbecco modified Eagle medium (DMEM) containing 10% fetal calf serum, 2 mmol/l glutamine, 20 mmol/L HEPES (pH 7.4), and antibiotics (0.1 mg/mL streptomycin and 100 U/mL penicillin). At subconfluence, the culture medium was replaced with serum-free medium for 24 hours to render the cells quiescent. Low-passage cells (passages 4 to 7) were studied.
3T3-L1 cells.
3T3-L1 cells (ATCC, Manassas, VA) were grown in monolayer culture in DMEM supplemented with 10% calf serum and antibiotics (5% CO 2 , 37ºC). Two days post confluence, 3T3-L1 fibroblasts were differentiated into adipocytes in DMEM containing 10% FBS, 0.5 mmol/L 3-isobutyl-1-methylxanthine, 0.25 µmol/L dexamethasone, and 1µmol/L insulin for 2 days. The medium was then replaced with DMEM supplemented with 10% FBS and 1µM insulin for additional 2 days followed by DMEM containing 10% FBS for 4 days. At the end of this period the cells exhibited characteristic adipocyte morphology. Adipocytes were maintained in DMEM serum-free medium for 24 hours and adipocyte-conditioned medium (ACM) was collected. Non differentiated 3T3-L1 cells were cultured in parallel and the medium was collected (NDM, Non differentiated 3T3-L1 cells conditioned medium). Growth medium not exposed to cells was used as control (CTRL). We also collected medium from differentiated 3T3-L1 cells, exposed to the specific inhibitor of aldosterone synthase, FAD286 (10 -5 mol/L, 24 hours), to inhibit putative adipocyte-derived aldosterone production (ACM+FAD). All media were frozen at -20°C until further use.
Mouse mature adipocytes
Mouse abdominal adipose tissue was obtained from 16 week-old male C57BL/6J mice (The Jackson Laboratory, Bar Harbor, ME). Mature adipocytes were isolated by collagenase type I digestion. After digestion, the mixture was filtered through a 200 µm filter mesh and centrifuged. The floating adipocytes were washed and centrifuged twice. Mature adipocytes were placed on α-MEM containing 15 mmol/L HEPES, 17 nmol/L insulin and 1% FBS and incubated at 37°C during 24h. The mature adipocyte medium (MAM) was collected and frozen at -80°C until further use.
Stimulation of VSMCs with adipocyte-conditioned medium (ACM).
VSMCs were exposed to 1 mL control medium or 1 mL ACM from differentiated 3T3-L1 cells for 1, 5, 10, 30, 60 min (short-term) or 2, 8 and 24 hr (long-term). In a second set of experiments, VSMCs were incubated with the MR antagonist (eplerenone, 10 -5 mol/L), the GR antagonist (mifepristone, 10 -6 mol/L), or the AT 1 R antagonist (candesartan, 10 -6 mol/L) for 30 min and then exposed to ACM for 5, 60 or 120 minutes. Concentrations of antagonists used, which effectively inhibited respective receptors, were based on preliminary dose-response studies and previous reports. 2, 3 In a third set of experiments, VSMCs were exposed to 500 µL of mouse mature adipocyte-conditioned medium (MAM).
Western blot analysis
VSMCs were lysed for western blotting with lysis buffer containing 50 mmol/L Tris/HCl, pH 7.4; 5 mmol/L EGTA and 2 mmol/l EDTA, 5% Triton 100, 0.1 mmol/L PMSF, 1 mmol/L pepstatin A, 1 mmol/L leupeptin, and 1 mmol/L aprotinin. Equal amounts of proteins (40 µg) were separated by electrophoresis on a 10% SDS-polyacrylamide gel and transferred onto a nitrocellulose membrane (Boehinger, Mannheim, Laval, Quebec, Canada). Non-specific binding sites were blocked with a 5% w/v non-fat dry milk blocking buffer, containing Tris-buffered saline and 0. Washed membranes were incubated with horseradish peroxidase-conjugated second antibody. Immunoreactive proteins were detected by chemiluminescence. Membranes were incubated with horseradish peroxidase-conjugated secondary antibodies for 1h at room temperature. After incubation with secondary antibodies, signals were revealed by chemiluminescence and visualized by autoradiography and quantified densitometrically using the Scion Image software. For ERK1/2 and SAPK/JNK, where 2-3 bands (isoforms) were visible, combined density of the 2-3 bands was evaluated. For MAP kinases phosphorylation quantification, phosphorylated:total protein content ratio was calculated. Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) expression was also used as a housekeeping protein.
Aldosterone, corticosterone and angiotensin II measurements
Concentrations of aldosterone, corticosterone and angiotensin II were determined in culture media by enzyme immunoassay (ELISA) (Cayman Chemical, Ann Arbor, MI, USA, SPI-BIO, Montigny le Bretonneux, France).
Drugs and solutions
IBMX, insulin and dexamethasone were from Sigma Chemical, Co. Eplerenone and Mifepristone were from Sigma-Aldrich. Candesartan was from AstraZeneca (Mississauga, ON, Canada). Drug solutions were made in bidistilled water except for FAD286, candesartan and eplerenone which were dissolved in DMSO. Stock solutions were kept at -20°C, and appropriate dilutions with distilled water were made on the day of the experiment. 
